Manipulation of plasmids from yeast cells.
This unit describes several procedures for manipulating plasmids in yeast cells. The first is a general method to segregate autonomously replicating plasmids from cells: plasmid-containing yeast cells are grown in nonselective medium, and colonies lacking the plasmid are identified by replica plating. The second, plasmid shuffling, represents a specialized version of plasmid segregation that is useful for analyzing the function of essential genes and for identifying conditional lethal mutations in essential genes. The third approach, plasmid gap repair, is based on the efficient homologous recombination characteristics of yeast cells. Plasmid gap repair can be be used as a method to incorporate mutagenized DNA fragments into a yeast plasmid, rescue genomic mutations onto plasmids, or map alleles of a given gene.